A mouse monodonal antibody, FMC55 (an IgG1), to alkaline phosphatase was prepared and evaluated in immunostaining.
Clones producing antibody to alkaline phosphatase were selected using a micro-ELISA which identified antibodies forming active soluble complexes (APAAP) with the enzyme.
Conditions that influenced the formation of the complex were investigated by using a quantitative assay in which the complex was captured by a bridging anti-mouse antibody.
The ratio of FMC55 to enzyme had a major influence on the activity of the complex. Although all cornplexes had some activity, those that contained excess antibody had reduced ability to bind to anti-mouse antibody because ofcompetition with excess unlabeled antibody. The optimal complex was formed with 3 tg of FMC55 per unit ofenzyme.
This complex contained neither free enzyme nor free antibody. 
(J Histochem
Cytochem 36:137-143, 1988) KEY WORDS: in enzyme activity ( Figure  1 ) and in its ability to detect mouse immunoglobulin ( Figure  2 ). All complexes had more enzyme activity than the uncomplexed enzyme except for the complex formed with 12 .tg of antibody ( Figure  1) In contrast to the previous results (Fig. 4a) , a significant amount of free antibody was found (fractions 22-24). Figure 6 ). Some cells contain no FMC 61 antigen and are only blue (red arrows, Figure 6 ), whereas others contain both antigens, having brown and blue reaction end product within their cytoplasm (red arrow, Figure  7 ). The apparent molecular weights of both antibody and enzyme were 150,000 (Figure 3; Fosset et al., 1974) . 6 . Formalin-fixed, paraffin-embedded section of esophageal adenocarcinoma stained with both FMC61 (brown) and FMC34 (blue). The intense labeling of epithelial cells with FMC61 is seen by the dense deposition of the brown reaction product. Deposition of the blue reaction product after the APAAP procedure shows that the FMC34 antigen is distributed on a variety of cells in the tumor, including the membranes of epithelial cells labeled with FMC61 (small black arrows). For example, the luminal edge of the epithelial cells stained by FMC61 is clearly stained blue by FMC34 (small arrows). Some cells (red arrows) are marked only by FMC34 and are stained only blue. Bar = 100 m. Figure 7 . Higher power illustration of a specimen from the same tissue as Figure 6 , showing cytoplasmic as well as plasma membrane staining with FMC34. Some cells are both peroxidase and alkaline phosphatase-positive, showing brown cytoplasmic staining and blue staining of the plasma membrane (small black arrows).
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In some cells that were weakly stained by peroxidase, both blue and brown cytoplasmic staining could be seen (red arrow). Bar = 10 Mm.
